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(a) atftftnc i: vmacm. *-&trft&m & usa-r * it, 

(c) (a) <&&mm. ^(b)o>7^yx--;^iiHi usts-r * TM, 

7 ] m&iinMi>mm& 4 ciB*w>3r8c. 
imnogi s ] w*sm^gp64T***»^ 6 Kumoj?&<> 
im%.m 9 ] w>w? mim 4 cwroj*. 

a assume k * 3 - k-t * aer-a*** ?^h7^-?x^y^t m» 

o 
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1 7 1 Bt*3i 1 6 izf&mv>*m- 1 o -emits *tfc, ^mMi-stt 

[flft&9l 8] X.cDXMZ'ktr, PepTlKfcj-f &in/ffc084ii:fiSco 

a) PepTl£tf:»±-?-«>©ftf-£=i- Ki-^>DNA?r^BrBt^##t^^* D ^ 

b) a) ^an^^^tt±iJill«?^ FepTl*fctt-€-«>»ra-*:» 

d) c) Ob7^vx-'^*lib»i:b) <om^-7^;^f £f±PepTlt 

[»*3U 9] PepTlOjfflJ&^^K^ttK^^*^" 

\mim2 0] PepTl^fc hPepTlT2bi.C:t«r#mi:^^S^l 91338^ 

Mf#ai2 11 K>h|intft*l/t#6M«ir?*9T, fchPepTl<Z>« 
[»*S2 3] hPepTl* ? £:«fc hPepTlT?** £ t =Sr#afc-r*»^2 1 

umlaut* 
[0001] 



mE#2 003-3054628 



mm 2002-164834 



3/ 



[0 0 0 2] 

[«£3fc<0*£*fr] 

[0 0 0 3] 
[0 0 0 4] 

tcSAi" & £ t i o -c, m^/f * an^w ©BLt g nojRSd ff4*3KI 
(W098/46777, #182001-333773) . £ftfea^&£fflv*£ &/**a.n9 

[0 0 0 5] 
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i n <i tux *fe&W. b L-CjfrffcSr-ftg Lfc^-g-Kii, ^an^^f m$k<D 
[0 0 0 6] 

fl9fc. Bf/^an^wtt, *tgp64iiL#: : lr^fete^S1-^i:#Af>^ 0 
10 0 0 7] 

gfi&i: i ttfflire*ofc„ 

[0 0 0 8] 

[«w#»KfcL i -5 t-r&wm 

[0 0 0 9] 

[i£S£fl?&-r & 

Bfi9t^*ft^5i#*jK»f*fiiWK*r^*ftajt#*Jw 
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[2] ft£5l#£A^»KlfS^*-i:£##i:-f* [1] KfS«o2j& 0 

o 

(b) £ n - K1" & ^th»i:«AUh7>^yxi'^^ 
[5] M^^^^t^ tfcfi^O— [4] tc|B«o^o 

[7] ig&jiiiM&mM&S'e&z [4] icfe«<o^s 0 

[8] WmtfL^^gp64T-*^ [6] lZn&mv>j5& 0 

C9] *t vmmtf^ C4) icfBm^a 0 

C 1 0 ] [ 1 3 ~ [ 9 ) <D^irfti>Hz^m^miz i t) fm* frfc&hfto 
[11] [10] i,ztm<DVift.ZmzLXftMLtz&K 

Ci 3D ^wiv^an')^ ;v*-cab& [12] Kismo h v >xi?*=- 

C i 4] ^-f;^a^gfi^ s gp64-c*s Ci3] tcfem^fc M»o 
(i5]*k Mi^^'f^T**^ [12] Kiemo^ii ms^o 
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[i 7] c 1 6 ) Kmmoumz £ o tag $ ti^ *gmm 

a) PepTl$^{4-e<D»f>T-Sr3- K1"^)DN A^WMm^WLfz^^^u 

b) a) Os***T2VJ fr^ZfiZMfekzmk-Z^ PepTlf /c»±-?-^gf>H-^ 

c) A^anW ^omg^®gp644ra- K1" £ $ *t£ > 5 > x 

d) c) ©h5'/xyxc^#tH||;b) (Dm&V'f frXitzi±?epTlt 

C2 0) PepTl^E hPepTlt?^-i,Ci:«r#mi:i--5. Cl 93 lB*«>ttflEo 

[2 1) t hPepTlT^gL-C^fb^^T-^oT, M hPepTlOlMWMW* 

[2 2] l£hPqiTl*»h9V^#-HStt«:^rtTV>*ifcS:«pftfc-r* [2 

[2 3] t bPepTl^St >PepTlf*^C: ttr^mti-^ [2 1} fB«<^fet 

[0 0 10] 

£ K/fccOfFS^ft H 1" 4 » 
10 0 1 1] 

es> nil, jgK, &zwmwt®m*t*&mwM**i-9ijmtLxmt>tix^ 
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[0 0 12] 

— 3)s:5ll§^i5V>-r. 1T:ftSbIg(back ground antigens) tlt^ 



[0 0 13] 
[0 0 14] 

yBea**»€>4*#y^yf-K*«-5o Ki*stsstfc*4ih.*o 

[0 0 1 51. 

2(s:^^^^^T^^^#(inmiunotolerance) fcfciu ifeS^SOfc)-^ i: £-2>StH 
ianunotolenmce antigens) KWL"C4N*W^ftffl6*****>*t*^ 
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[0 0 16] 

? 0 Ltztfix, %m-m&ft<offimiztti-*fi^m s &TLx^xi>, *<d& 

[0 0 17] 
[0 0 18] 

&v»L&lM«**v»#fc HMfcKJHHK ttHHftK) *tMMa!fl!#'*-*£ fcfc * 
[0 0 19] 

HASINA* E*S#-f-4 
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#^2^0 2- 1 6 4 8 3 4 ^-^^ 9/ 

(naked DNA method) *\ Zffllfe*^ M&%^S*fi1~<5>:fri£ 

[0 0 2 0] 

SESKSr^ALfc F7>^Vii-y ^tt«H*v»T % ffSCitt^Wlit 
[0 0 2 1] 

[0 0 2 2] 
[0 0 2 3] 
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itz, J&iBSI&^VMi&^Hfcfcv^fc MMfcfc:, naked DNAS^DNAV * > 
[0 0 2 4] 

[0 0 2 5] 

«s*i* 0 Lfc^t, ittjai. ±m%igmmiLizMLx<Dfrfb&nm-i> s mm 

[0 0 2 6] 

*»WfciJV»-C. g£b hflt^fc Ltf±, -f -5? ^ 

i:t4£i:tfflBtt*l8«t4Ktt, If officio <fc ? )£&ri*^<. 
[0 0 2 7] 



ffiE#2 003-3054628 
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10 0 2 81 

fcfcxlf, /^An^^;i^^<^gp64ir*ti--5^^#^*-r* F^^^xz 

*kxmm-$-ZZb trior, #*«aRfitlK*aiWttJSltLT^ HKEKI: 
[0 0 2 9] 

[0 0 3 0] 
[0 0 3 1] 
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10 0 3 2] 

10 0 3 3] 
[0 0 3 4] 

^fMUfcfc^TN fe&Mt L "OB v» is* 9 4 ^otTIl, fcfcx. 

Jf/^iD^-f ;l/^(Baculovirus)^»f L.v^ 0 st*AD9<f A'*!*, 2:fctSDNA 

o (f -c*^t*a a *j j frxv—m.X'&zmg-ftitmv << (npv) zmm vtz§t 

[0 0 3 5] 
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10 0 3 6] 
10 0 3 7] 

Me®^^*tt^aS©^-f;v^lg±^o|&a^fei:LT*±, «x.lf, WO 
98/46777£O i Loisel£>(T.P.Loisel et al., Nature Biotech. 15: 1300-1304 (l 
997))<z>ffi^*An<^ ;^'*ffiv^l^ >'*9n<n%W5 : &*mfZ> Z tit 

[0 0 3 8] 

:£§&9iKi3V>T^ mWV 4)\'Aktem% L (budding) izi. ^Slfefflfl&^ifcffiS 

v> ft v»«ur-c t mm* 4 frx temtt l £«b» is* u ^ata s *l* © 



ffiE#2 003-3054628 



#® 2002-164834 



^-v : 14/ 



>^t^S<OflSl"^^ ? ^v->i k (Luckow V.A. and Summers M.D., Virol. 
167 : 56 (l988))^f>^flJ^-e^>-2>i:#x.t>ttrv^ 0 
[0 0 3 9] 

* s t?i-5o ±aoW098/46777S.O f Loiself>(T.P.Loisel et al., Nature 

Biotech. 15: 1300-1304 (1997))4>2r&0ttK* ^SHSHEfiK* a - Kf*M 

'Sftffi $ *l* /t* *. n * -f jvx ©BI±K:*1-*tt5eR*»ll3** ikitlS 
o tfc, Strehlow£> (D.Strehlow et al., Proc. Natl. Acad. Sci. USA. 97: 4209- 
4214(2000)) ^SOi^i:, ^.*tt*eK«r3-Fi-*fife^*#XLfcMolo 
ney-f 4 ifi*^? * - i >5 ffcSS LfciSa&x. * =SrPA317^0/^ y >r-V y 
yfflmzm&kZ-£2>Zi:fc£ 0> ste^feiiiSft&Moloney murine leukemia 

[0 0 4 0] 

&o #9x.f£, li Jn^S^3B2jS'C^ (augment densitygradient centrifug 
ation)(Albrechtsen et al., J.Virological Methods 28: 245-256 (1990); Hew 
ish et al., J.Virological Methods 7 : 223-228 (1983) K ^WXS^(size ex 
elusion) ?nvF ?y 7-f- (Hjorth and Mereno-Lopez, J.Virological Method 
s 5: 151-158 (1982); Crooks et al., J.Chrom. 502: 59-68 (1990); Mento S. 
J. (Viagene, Inc.) 1994 Williamsburg Bioprocessing Conference), ^tJZXi 

-rMMMRxry 3 -xmk£*ig-$m&*mm Ltzry 4-^4 why 

-(Najayou et al., J.Virological Methods 32: 67-77 (1991); Diaco e 
t al., J. Gen. Virol. 67: 345-351 (1986); Fowler, J.Virological Methods 11 
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: 59-74 (1986) ; #¥1^97/032010). TIME 4 * f V 4 - (Harun 

a et al.i Virology 13 : 264-267 (lttDW&VJ frXtlimt&lj&t LX%\ 
htlX\t*&<, L/^oT, ±a©*S, dtt^O^S^ia^-^TfflS 

[0 0 4 1] 

chu gpteiw&mt~rz>ztimt i» 0 gp64«4. ^-f ^«±»=*»n»« 
l*c43 >) . ^oftjjaft* c j: o t# s e £ Kits *t*i-v»±s -c* a 



[0 0 4 2] 

^an^-fw f&gyfc Cio TffcS L J4> gp640^ft*«* § £ MS t 

[0 0 4 3] 

[0 0 4 4] 

iO-^/f^C^tt, ^>f;u^<o#^6<j*^ai^N «Sfeo^|»tfctti&*C 
45V>T % #&OftLK&££&mi-&#lfflci4« fig-?&& 0 *LT % £3ffc#ulii 
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[0 0 4 5] 
[0 0 4 6] 

^Tab-So L^L^^KaS^fc-eoStfcJglgi: LfcifrfrfcHU *-f*J*lc 
[0 0 4 7] 

%BB *iSffli- -5 £ t &x § * o 
[0 0 4 8] 

£ ~f 6® * n ^ ^ /i/*R_tfcf&3lS-«\ * n * 

x.l;T. W098/46777^ #H2001-333773&U ! Loisel (T. P. Loisel et al., Natur 
e Biotech. 15: 1300-1304 (l997))<om^**n^;^£$v>£lglg6gO 

[0 0 4 9] 
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[0 0 5 0] 

in^^;^*^1-^,fci;tgp64*t#^&$tLTtf JS^SK (^llHltfcJIC 
[0 0 5 1] 

* a^nm k £ it * -%Mmm KM v»S> 0 

[0 0 5 2] 

ustc^S1-*0-e, ! s ^:ifbiE-Cab^gp64l-J>|-fC^m#^*o-Cv^ 0 of 0 
[0 0 5 3] 

f^V^v^oi-y^-^^^O^^fi^T^^o tfflxJf, Proc. Natl. Ac 
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ad. Sci. USA 77:7380-7384(1980) {ClB^O^fetCi »)^ l>5^yi-^v 
AU £^fflJ§£-fI#^kS&fcS-£-&o i^tlfoH, flsnUft^ilT^a 

[0 0 5 4] 

«£#*££ &T?£4o 
[0 0 5 5] 

JK*»WI4, *»WO*ttKi-9T#*£4:3& f ^§*gi5#t=H-*"4 0 *f&93 

*„ £«> * "5 K^tt * £ £«£ oT# 

&£k^T-#£fivffcJ±s tHft#T»*« 0 
[0 0 5 6] 

*«WKi9»t*iaF4 Leaflet LT, t HJMtBitiflftttJ-ik 
* s t?§-S e MSaKlt> hiLTlll4iW#<^^o — * 
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T*ym.mm*Wz%lbiLr^& (t: hPepTl : GenBank HL007063. J.Biol. Che 
m. 270(12): 6456-6463 (1995); v>^PepTl : GenBank AF205540 % Biochim. Bi 
ophys. Acta. 1492: 145-154 (2000)) o 
[0 0 5 7] 

#-?£.&o *»WK*v»T* ««WI-«*K*J'1-&#*tt*tt'&fc»4. PepTKOiffl 

, mmnw* k im&-r z> ** , hba w***KjEa f\* * v t wnt* u* v»j* 

H*5V»r> if 4 Lv>PepTHi, t: hPepTl-e*-5>o Vt bPepTlli, fch 
[0 0 5 81 

*ffliicfflv>fe*i*i: bPepTlMu *WJ*«o*i6*jm*t-Cv»*tif, &-fL 
fc*£fc*W?**&3Stt*v\i ftfcxtf, PepTl^^^^r-g-tfBf^*^ 
SEflti:"t*£i:<>-eS*o *§km\Z&\tZfbM&± LTjft Lv>PepTlti^ b9 
hffitt^^-t^t: hPepTl, 4 l*PepTl-e&;&o fp^i>, U 
hPepTl(±#K$f 4 Lv> 0 bPepTlO b 5 

- h sit «> mm zfflf&ft km >9 f&tf^ffl turn t l r^-r jit^i^o 

PepTm^V^-^nvV^fcggfc tTflJtO itr £ k^ftlfettTV**. 
->;nf;v n v v <Dty. >) £ [14c] y 'J ;w n v >^£?Uffl1-£ i i: K £ 

SffL^o ^^;v^m±lc^-g-fr^PepTl<Oh7>^'K-hf&14i±. ^^l/* 
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[0 0 5 9] 

ate-Buffered Saline) ^a^^!K^-C®S*^^fi> ffigUiOWU #r 
> h^5^7v^>HrS-l:&-3-L£&;£lI& > 4~21B^-& 

& - 1 t lv>„ 

[0 0 6 0] 
[0 0 6 1] 

^ey ^n— J-^a#*#S»=tt, ±faftK**f^L3fei||JUHi»(?!)jflii».+ tc3fa 
-7lMlvt.n^„ i^lUlis Item W^V K— 7) ©IRv 



tHSE#2 003-3054628 



^12 0 0 2-1 6 4 8 3 4 I 21/ 

lo 0 6 2] 

tztk\t 5 JV^r-'f >£K X <?X$L$LZtLX^& (Gal f re, G. and Mil stein, C. 
, Methods Enzymol. (1981) 73, 3-46) o 
[0 0 6 3] 

t, gfit)i:1-^St#:*^1-*^N-f 7'J K-t©^? 'J ——yyis£.Tf? n — — 
[0 0 6 4] 

*<5ft#i4i»t*jteiF (oncogene) ^ ? & v> & £ i: l| K £ <9 
9Elt£-£fc$lJfe£ffiv>.2>c: J: & 0 W&ttW?C$Z>tzt><n>*j 4 )\/7s t LX 
it, >/i-V4 ?i>A(m)%t**m^2>ZbtfX'&&o 

[0 0 6 5] 

CIO J: 9 K#*>*tfc^/ ?xi-1-)\,$m\i.* tz. jtf5T-amx.S«*ffi^Ti£ 
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*fe$-fr^a.^x.Mt»t^i:1-'5-i:d s T-§* (fl)x.tf. Borrebaeck, C. A. K. and 
Larrick. J. W., THERAPEUTIC MONOCLONAL ANTIBODIES, Published in the Uni 
ted Kingdom by MACMILLAN PUBLISHERS LTD, 1990 #&)<> SJ&X-MSMfctt, * 

[0 0 6 6] 

otiv>„ tz t k. \S, mWSiK t LT fi. Fab, F(ab' )2. FvX«±Slft i: liitOFv 
>*--e^$'*7tv>'^;i'^-i^>Fv(scFv) (Huston, J. S. et a 
1., Proc. Natl. Acad. Sci. U.S.A. (1988) 85, 5879-5883) &mfh1X2>o A 

-Ki-a«ft?«:«MIU £*i*f&S"«**-fc*ALfcft, JIMS fc«±ilBII&"T* 
3§^£-£& ($l,i»£. Co, M. S. et al., J. Immunol. (1994) 152, 2968-2976 
; Better, M. and Horwitz, A. H., Methods Enzymol. (1989) 178, 476-496 ; 
Pluckthun, A. and Skerra, A., Methods Enzymol. (1989) 178, 497-515 ; Lam 
oyi, E. , Methods Enzymol. (1986) 121, 652-663 ; Rousseaux, J. et al., Me 
thods Enzymol. (1986) 121, 663-669 ; Bird, R. E. and Walker, B. W., Tren 
ds Biotechnol. (1991) 9, 132-137#Bg)„ 
10 0 6 7] 

«H**HM&fc Lt\ *'Jifl/>^'j3-^ (PEG) «|0#i^ftfi^Lfc 
[0 0 6 8] 
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tuftiJBLWi-zzt&'e&z (mmmn&m'&mww 93/12227, W092/03918 

, WO 94/02602, WO 94/25585, WO. 96/34096, WO 96/33735#M) o 
[0 0 6 9] 

<Z>FR (7l/-A7-?Si) i3iy f 5g#«^ib^-5t hs-fka;#tl-^-t ^> 
[0 0 7 0] 

, tztx.\x**7mmt, $Lm>®<fi>$m<Dmfk, axzmm^mmmt, t 

[0 0 7 1] 

WfcSvfcfi, (reshaped) fc#£*i£&^fre£&o 

hlHbJftfc^ ^I!jt»**0$L#:Offl?itt^5e^ (CDR; complementarity 
determining region) H b ^OffiMtt^^^ffi-f"^ £ £: ic i o T 

[0 0 7 2] 

"? V xirZ&vxm ttb tfi/ffcO 7P--A7-^ fRJt (framework r 
egion ; FR) <£ 3 fcKtrLfcDlttERIfc, 9 * ^t* 

i $ fcfERLfc»«<D*y rf* * I/** Ktf^PCRi&K J: O^t" 

trttiS&§i#-§-EP 239400 x HI^#ffm®<&§i#-f-W0 96/02576#Hg) c CDRSr^h 
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ffl&LTfcJ:v> (Sato, K.et al., Cancer Res. (1993) 53, 851-856) 0 
[0 0 7 3] 

t&xz&o mmamu #kk5e$*l£v> 0 *mwx-mmztiz>in,&z>'frm. 

-1 (Antibodies : A Laboratory Manual. Ed Harlow and David Lane, 

Cold Spring Harbor Laboratory, 1988) 0 ±f^'C#«b^^3tgt#<??^gS^i^ Wdt 

I&OfflM^ t?zi$M^ffi'ai&1gMjSfeM& (Enzyme-linked immunosorbent assay 
; ELISA)^£<£ f) fflM~t2> Z Z> 0 
[0 0 7 4] 

tU, Hyper D, P0R0S, Sepharose F. F. (Pharmacia) t^^f $>il& 0 
[0 0 7 5] 

l?D7^77'f-, St^tt-T h ^7 -f-^6 ? #tf<b*L<& (Strategies fo 
r Protein Purification and Characterization : A Laboratory Course Manual 
. Ed Daniel R. Marshak et al., Cold Spring Harbor Laboratory Press, 1996 
) 0 £*t<b<0?nvh^7 7^-{±HPLC. FPLC^<D?&iS*n-7 Ytf^y 

[0 0 7 6] 



$ <D X Ji v»„ 
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-/®E5!)£E?lJ#-f- I 4^1" (GenBank Acc No. 9627742) 0 gp640>fi&?S?Q 
t LEcoRI^Kyj tK0ZAmn*5' JfcStK^-ta 5' primer 64F1 tEcoRlS 
M^!l*5'*^ic*i-S3'prinier 64R1 (131) fcfllv^ ^TO^#t?PCR*ff o 

PCR£Jt>?#i£<'5&j£f±^ xlO ExTaq buffer bpl, ExTaqftJKdNlP 4 M L, 10ft mo 
le/L 64F1 ljuL, 10//mole/L 64R1 1>«L, 500 pg///L pBac-N-blue l^L, 5 uni 
t/,uL ExTaq 0.5^L, diw 37.5/iLfc Ltz„ BU&^—ir >Xi*%.<D ti$ •) 

o 

94*C 5min -* 

(94t? 15sec, 57"C 30sec, 72T; 30sec) x 25 cycles — 
72T3 7min. — 
4*C forever 

i%m%irLtz;*> K^pGEM-Teasytc-^y^n-^^^^ E.coli DH5a£h7> 
^7*-AU:» T75S ±ZfS?6-7y 4 v-£/Bv>Tcolony PCRSr^, >f 5-"9*— 
Y^mU^titz^u-yim^Xm Prism377 DNA sequencer tBigDye Cycle S 
equence kitbTT?? -i v-ab^v>l±SP6^7 ■< ^-K i >?:!&*IS?!)£J?i?#f Lg#J 

v>£v>;:t£^X£gp64£^tf^£EcomcJ: 9^9ffiU 1*5 C <EcoRI# * 
b LfcpCAGGSHCJfAU E.coli DH5 a £ b 5 7 * -A L^o ISti"® <0 * 
n->£250 mLOLB^%*fflv^37t;t?— &ig*U Endofree MAXI kit£fflv*T 
»^L581.6^g<0^7A5 K£#7t e 

[0 0 7 7] 
2 ) jWS^OjfcX. 

^Vi^aVMMyv^vH^ 9 KLTSiilLfco £-fgp64 

m.U=f- £#AL£pCAGGS^?-(pCAG-gp64 ; S2)£, SalttS i yPstlfMS 
L£&> gp64ifie?-*-d'tr»fM-(»3.8kb)<:®>?mLfeo £tf>»rtf-G&3.8kb) fr. 
Gel Extraction Kit (QIAGEN) fc <£ t) ®iKU 3 ng//* lfc £ S <fc 3 iCPBS-?#f? 
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[0 0 7 8] 

* •fBalh/c%M'WX(B*9 UT)iZ5 i.utf>PlEG£JgJgF , 3iS:^ $ <b 
[0 0 7 91 

li(P&»10P^&ALjt (y~y*-YT<^trv>miWM (=£±*fc) s 190-207 20 
00) o > b£373<B<£>BALB/c]£^&AU 28BM8K3&£ LT 

V>fcE216H£ N ftSfilBSO$$lliOlP9^fllS^0l0fflffirll (lE*>7t02 

oiamm) £#«L£ 0 

Ll^i:ff$^„ tt***lfc4fc*;fco 5m<Dmfri)mh*i, -t<Dd%<D 
4Wgp64®fEW^A$tL/ch7>^Vi-y^T^^ (JJIT, TgmfciS®-^ 

[0 0 8 0] 

[0E1] 









mm® 


<?) 


&&&(*, c?) 


Founder 


1st 


59/63 


55 


20 


9 (4, 5) 


9 (4, 5) 


0 


2nd 


186/223 


161 


57 


26 (13, 13) 


25 (13, 12) 


c?3 


3rd 


61/87 


56 


35 


15 (9, 6) 


15 (9. 6) . 


dM 


Total 


306/373 


216 


107 


50 (25, 25) 


49 (25, 24) 


cf4 



[0 0 8 1] 



FounderJ±£T4|v>*T\ Zitb4<7 J y<D[*i27 J > (No. 30, No. 31) 
> -?-*vr*UE> 20EOMfiF (FlT^X) htl1z 0 %bfrtz?\-W *<Dm& 
^mmVrZftvfztZZ, 5'f>30t?<iTgm* ? 3^«tTfel), gp64^E : f-0^ 
Iflr^cOfEgltrlS^LTto Ltf>Lfc:&*^ 54 >31T(±20^J^fliC^V>Tgp64ii 
fe^^S^tv^v^^aov^^ (non-Tgm) X>$>-?t:Z. tfrb. U>Z\<D? 
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ounderv * * tegp64SfSW ; e->M ^TOT-Jf A $ ttfc^ * * o £ i: &t>ix 
fz 0 itz, 7<< >34, 46<DFomder^*J*»±SIJIfiia s £<. ^< *tfc 

^2) o 

10 0 8 2] X 



[*2] 



no. 








^f? cau^s, mfrgc. Tg) 




30 


010709 


<? 


io gene- 


010926 


$3. <*M 


S3 












010927 


£3, d*5 


0 




31 


010709 


<? 


2-3 3 tr- 


011022 


d*2 


0 












011108 


$4* ci»6 


0 




34 


010709 


<? 


2-3 n t!- 










46 


010821 




2-3 3 e- 











[0 0 8 3] 

fltfVSttfcfrdfcl&x ?4>30, 34. 46<DFounderV^^W^T-^ 
[0 0 8 4] 

3 ) mxm&=f- v>mm 

3&«frK&ojfcl$£^?*OJl3^DNA«\ ^mg®»^il^e (KURABO) £JB 

f>^D»; htt£J:<&*ASfiR?-aWi*-> 15^g<Ogenome DNASrEcoMa. & 
t'fn>^>7'l/>'\h5>^77-U EcoRI&SL£pCAG-gp64^:? * 
-Ogp64^tf^l.51d><!DgfM- : l:7'n-mfflvv }- 9 >X7 r — LJzMkk.s y >4 
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28/ 



•b>x/5'f-7- (E?0#^-: l) : 

GAATTCCACCATGGTAAGCGCTATTGTT 

T>^-ky^."fy^ (ffi?!l#-§-: 2) : 

GMTTCTTAATATTGTCTATTACGGT 
PCROgJfc >" - * > * &#C<0 i: is *) f $> & 0 
94*C 5min -* 

(94*0 15sec, 5713 30sec, 72X^ 30sec) x 35 cycles — 
72*0 7min — 
4t) forever 

[0 0 8 5] 

4) gp64Tgm^fett-&gp64jtf5 : f-0^=g?i®: 
^SfcT-^titf^OfS^^^-e § 7 «f >30<OFounderT "i7 X tc*3V>T 

» «/-■ ifV/ny h^HioT^jte^l&m^llEtTto Total RNASr. ISO 
GEN %m^X, *bm. i3^ *8ljffi04MSSi>)ia«Dlt^: 

o 20/ugOtotal RNA*«^»L. ^ n >7V>^ Y 9 7 r- Lfco 
EcoRlM L tz pCAG-gp64^ ^ * - Ogp64 £ ^ tf **Jl . 5kbO if ft *-7v-7bLtz 

tt*fcH4fc5SLfco i: -kmrnx-t^m^mmx^fzo 

[0 0 8 6] 

5) >30HTgm^51SI (^**<^i2) 

fog*, 3V£<DFlMi-VXfrt>£2mv>m&, &WrX-3 1E(*14, <T17)<Z>M 
# (F2) tmbfitz (m3) o #<b*t*:#f?Od*>. 14EE (*5. <T9) ^gm 



o 



[0 0 8 7] 
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[13] 



ffigy m& mk mim 

®m. (non-tg. Tg) 





1 


2 


*3 <?1 


*1 


<?6 




2 


2 


S4 <?3 


S2 


<T1 




3 


2 


*2 <?4 


*2 


<?2 



[0 0 8 8] 

6) PepTlfgmffl^*An<i7>Ov;*<Df!gi 

fc LTlv»4, PepTl!&5iai^* n ^ Sr^Oi 9 U LTWS8 
LfZo PepTltiu Bl§6ft?2>* h7^#-?-tib5 0 PepT10#iif±<&33]T 
&&(GenBank XM_007063 % J.Biol. Chem. 270(12): 6456-6463 (1995)) 0 

h WW. J -i rfJ U e>PCR*ffl v»T^KOPepnafe=F*J|t« LTto 3fe 
hPepTlitlS^ £pBlueBacHis2A (Invitrogen) tcjf uttb7> 
X7r-^^^-pBlueBacHis-PepTl=S:#Mt7t^ Bac-N-Blue transfection k 
it (Invitrogen) £ffl</>TBac-N-Blue DNAfc&fc h5>^77 — ? - £Sf9 
IfflJ&KSAI- bPepTlf&3gJB&&x.*-f JV-J* fcHSSLfco BHt>* 4/ig 
OpBiueBacHis-PepTl£Bac-N-Blue DNAfciniU * h KlnLOGrace's4M&(GIB00) 
20/<L<OCell FECTINSSSIfcinx^ SJBIU MS - C15^-|HJ»g Grace's^ 
%T10ot^-L^2Xlo6^^Sf9ffliatc?gTL^o Lfc&, $ £ 

tC2mL<O^ig«i(10%'!7v|&iBlflL*(Sigina : a:i!i), 100units/nLO^-->'J X 
^lOO/ag/mLJ* b l/T'hV'f ^>(GIBC0-BRLttS) Sr#tfGrace's^) *inx^ 27 

Tc-wssetfeo ffiraamx-tci oft«s*Lfci£ hPep7mmmm&z.* j frxn 

[0 0 8 9] 

t hPepTl«r|&m-r^tB^M'>-f^^^P^«JSLTOJ:9t-L.Tfi ; o/;o 
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5*: 30/ 



• 



t> *> , ±Ml~ i 0 PSS L tzm&z- 9 4 fr* £M0I= 5t^i9 K500mL«DSf 938J& 
(2X106/mL)^#Jfe$.-e:feo 27TC"C3 QH^SL^ it«i££800Xg-ei5:55-f5 

»i45,000Xgt?3OB-ra«^t^m, iWft»*:EBSWB»U $ 5>£800XgT?15fri£ 
£ i:t?«^S-^*L^o ±ft»±WS45,000Xg-C30^-raS^L^m. 

ttmm =stpbs l & <d * mwm *> * tLtz 0 ^j^^h mzs 

fz. 9 V/i^gillliDc Protein Assay kit (Bio-Rad) £fflv> % BSA£^i£^£: 

[0 0 9 0] 

7) "v? 

micet?s 2|sI^»{i0.5iDg/micei: Lfcio *fe20*fttt*IHftft*»?>HHlfeCff 
10 0 9 1] 

8) Western blotirj:^gp64^1-^ hl/y^^il 
pepTl-BVlrm Gel*fflv^Tl//g/lane-C®7n^#TSDS-PAGE4rff o7^ 0 

PVDFBglcxW hn/n-yl- L£ 0 £(OKKl/1000f&ilL£jfo» JW 
Xflc&Z&fr. l/1000^f?Biotin-Anti-Mouse IgG(y ) (Zymed) i:Streptavidin-A 
lkal inPhosphatase (Zymed) *RlB 2*tfz 0 14 T frU V * X 7 r 9 - * jfefe * 
s> M*-*?-f)trJ8v»T*fo;fco gp64^ffiffiO^1±3>hn-;l/tit#fiN0VAGEN 

5 ^^i" 0 Anti-Mouse IgGtr j; ^^-fe-^tinon- h 9 y7.Vs.-v 9 ~? 
**T?(±2E£: *>^<^'fe$tLTV»7to — Ijs&UY^y^V^-y 9^^^-rz\tZ 
E i: gp64^S * & <0O%feOS^"V^4|| < , fiLgp64#b<ffei:tf s non- Yy>Z.*J 
— y 9^VXK)t'<ffiM&%:^Zb1> t $$m2iltzo Anti-Mouse IgMiCi^^-fe 
■CJ4nonrh9>X^i— y ^^9^#2Efc &1S < Jfcfe**LTV»*©|C#U gp6 
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(H6) o 

[0 0 9 2] 
8 ) gp64TgMK i & tftpepTlifrffcffcSS 

^DUI^^IiJy.TO^Ilt'fTo^o pepTl-BV lmgS ^pertussis toxin 100ng* ? 
AofcPBS 200/iL^&T^#L7to 2®ami$0&£«:PBSK!S?iLfcpepTl-BV 

»^BKpepTl£f&5[LTV>&Ba/F3» U^Ba/F3-pepTl i: 1" £ ) tBa/F3 
HBJ&£PBS-C2II]Sfci#- L 1to ZiX^tt<r>mm&m tcPBS-e220fg^^ ^ * 
jfiLfflOO/zLS-SD;^ on ice-C3055-|^,RtD 500// LOPBS-ClESfeif^ PBS 

-e200^tc#5^t^FITC-iiL^^^IgGS:100^Lljnx., on ice^30#HaS$-e-*: 
o ^C^mIaJDlL^M*500//LOPBS^rJ®jlL^ FACStci »)g|#fL£o 5B^m 

JBLtOft** »K pepTl-BV*^L^^^^OJ&f»^OpepTl#^WtcaCL>1- 
& ftteOijt#li;5 s ±# L X v» * $ *i£o 

[0 0 9 3] 
[f&^oa*] 

[0 0 9 4] 

lafCiSiUfcMCIt ^a.n^>f;i/^f&^tt % USSR*: 9 

64*«fr*»eR fc ft o T*wsaRKtti-*&fls©iii»*«frtf & t v»d wmls* 

[0 0 9 5] 
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is k jh v> t , izimms ssvfcfc sat-*- 5it^i4 0 

.10 0 9 6] 
10 0 9 7] 

©ww ic^o- < g^ B D poni§^Km-r * o 

[0 0 9 8] 

mnm.] 

SEQUENCE LISTING 

<110> CHUGAI SEIYAKU KABUSHIKI KAISHA 

<120> A method for producing the antibody 

<130> C1-A0210 

<140> 
<141> 
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<160> 4 

<170> Patentln Ver. 2. 1 

<210> 1 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:an artificially 
synthesized primer sequence 

<400> 1 

gaattccacc atggtaagcg ctattgtt 28 



<210> 2 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequenceran artificially 
synthesized primer sequence 

<400> 2 

gaattcttaa tattgtctat tacggt 26 
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34/ 



<210> 3 
<211> 1539 
<212> DNA 
<213> Baculovirus 

<220> 

<221> CDS 

<222> (1)..(1539) 

<400> 3 

atg gta age get att gtt tta tat gtg ctt ttg gcg gcg gcg gcg cat 48 

Met Val Ser Ala He Val Leu Tyr Val Leu Leu Ala Ala Ala Ala His 
15 10 15 

tct gee ttt gcg gcg gag cac tgc aac gcg caa atg aag acg ggt ccg 96 
Ser Ala Phe Ala Ala Glu His Cys Asn Ala Gin Met Lys Thr Gly Pro 
20 25 30 

tac aag att aaa aac ttg gac att acc ccg ccc aag gaa acg ctg caa 144 
Tyr Lys He Lys Asn Leu Asp He Thr Pro Pro Lys Glu Thr Leu Gin 
35 40 45 

aag gac gtg gaa ate acc ate gtg gag acg gac tac aac gaa aac gtg 192 
Lys Asp Val Glu He Thr He Val Glu Thr Asp Tyr Asn Giu Asn Val 
50 55 60 

att ate ggc tac aag ggg tac tac cag gcg tat gcg tac aac ggc ggc 240 

ffiBE#2 003-3054628 
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He He Gly Tyr Lys Gly Tyr Tyr Gin Ala Tyr Ala Tyr Asn Gly Gly 
65 70 75 80 



teg ctg gat ccc aac aca cgc gtc gaa gaa acc atg aaa acg ctg aat 
Ser Leu Asp Pro Asn Thr Arg Val Glu Glu Thr Met Lys Thr Leu Asn 
85 - 90 95 



gtg ggc aaa gag gat ttg ctt atg tgg age ate agg cag cag tgc gag 
Val Gly Lys Glu Asp Leu Leu Met Trp Ser He Arg Gin Gin Cys Glu 
100 105 110 

gtg ggc gaa gag ctg ate gac cgt tgg ggc agt gac age gac gac tgt 
Val Gly Glu Glu Leu He Asp Arg Trp Gly Ser Asp Ser Asp Asp Cys 
115 120 125 

ttt cgc gac aac gag ggc cgc ggc cag tgg gtc aaa ggc aaa gag ttg 
Phe Arg Asp Asn Glu Gly Arg Gly Gin Trp Val Lys Gly Lys Glu Leu 
130 135 140 

gtg aag egg cag aat aac aat cac ttt gcg cac cac acg tgc aac aaa 
Val Lys Arg Gin Asn Asn Asn His Phe Ala His His Thr Cys Asn Lys 
145 150 155 160 

teg tgg cga tgc ggc att tec act teg aaa atg tac age agg etc gag 
Ser Trp Arg Cys Gly He Ser Thr Ser Lys Met Tyr Ser Arg Leu Glu 
165 170 175 

tgc cag gac gac acg gac gag tgc cag gta tac att ttg gac get gag 
Cys Gin Asp Asp Thr Asp Glu Cys Gin Val Tyr He Leu Asp Ala Glu 




288 



336 



384 



432 



480 



528 
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180 185 190 



36/ 



ggc aac ccc ate aac gtg acc gtg gac act gtg ctt cat cga gac ggc 624 
Gly Asn Pro He Asn Val Thr Val Asp Thr Val Leu His Arg Asp Gly 
195 200 205 

gtg agt atg att etc aaa caa aag tct acg ttc acc acg cgc caa ata 672 
Val Ser Met He Leu Lys Gin Lys Ser Thr Phe Thr Thr Arg Gin He 
210 215 220 

aaa get gcg tgt ctg etc att aaa gat gac aaa aat aac ccc gag teg 720 
Lys Ala Ala Cys Leu Leu He Lys Asp Asp Lys Asn Asn Pro Glu Ser 
225 230 235 240 

gtg aca cgc gaa cac tgt ttg att gac aat gat ata tat gat ctt tct 768 
Val Thr Arg Glu His Cys Leu He Asp Asn Asp He Tyr Asp Leu Ser 
245 250 255 

aaa aac acg tgg aac tgc aag ttt aac aga tgc att aaa cgc aaa gtc 816 
Lys Asn Thr Trp Asn Cys Lys Phe Asn Arg Cys He Lys Arg Lys Val 
260 265 270 

gag cac cga gtc aag aag egg ccg ccc act tgg cgc cac aac gtt aga 864 
Glu His Arg Val Lys Lys Arg Pro Pro Thr Trp Arg His Asn Val Arg 
275 280 285 

gec aag tac aca gag gga gac act gec acc aaa ggc gac ctg atg cat 912 
Ala Lys Tyr Thr Glu Gly Asp Thr Ala Thr Lys Gly Asp Leu Met His 
290 295 300 
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att caa gag gag ctg atg tac gaa aac gat ttg ctg aaa atg aac att 960 
He Gin Glu Glu Leu Met Tyr Glu Asn Asp Leu Leu Lys Met Asn He 
305 310 315 320 

gag ctg atg cat gcg cac ate aac aag eta aac aat atg ctg cac gac 1008 
Glu Leu Met His Ala His He Asn Lys Leu Asn Asn Met Leu His Asp 
325 330 335 

ctg at a gtc tec gtg gec aag gtg gac .gag cgt ttg att ggc aat etc 1056 
Leu He Val Ser Val Ala Lys Val Asp Glu Arg Leu He Gly Asn Leu 
340 345 350 

atg aac aac tct gtt tct tea aca ttt ttg teg gac gac acg ttt ttg 1104 
Met Asn Asn Ser Val Ser Ser Thr Phe Leu Ser Asp Asp Thr Phe Leu 
355 360 365 

ctg atg ccg tgc acc aat ccg ccg gca cac acc agt aat tgc tac aac 1152 
Leu Met Pro Cys Thr Asn Pro Pro Ala His Thr Ser Asn Cys Tyr Asn 
370 375 380 

aac age ate tac aaa gaa ggg cgt tgg gtg gee aac acg gac teg teg 1200 
Asn Ser He Tyr Lys Glu Gly Arg Trp Val Ala Asn Thr Asp Ser Ser 
385 390 395 400 

caa tgc ata gat ttt age aac tac aag gaa eta gca att gac gac gac 1248 
Gin Cys He Asp Phe Ser Asn Tyr Lys Glu Leu Ala He Asp Asp Asp 
405 410 415 
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gtc gag ttt tgg ate ccg acc ate ggc aac acg ace tat cac gac agt 
Val Glu Phe Trp He Pro Thr He Gly Asn Thr Thr Tyr His Asp Ser 
420 425 430 



s<-is I 38/ 



1296 



tgg aaa gat gee age ggc tgg teg ttt att gee caa caa aaa age aac 
Trp Lys Asp Ala Ser Gly Trp Ser Phe He Ala Gin Gin Lys Ser Asn 
435 440 445 



1344 



etc ata acc acc atg gag aac acc aag ttt ggc ggc gtc ggc acc agt 
Leu He Thr Thr Met Glu Asn Thr Lys Phe Gly Gly Val Gly Thr Ser 
450 455 460 



1392 



ctg age gac ate act tec atg get gaa ggc gaa ttg gee get aaa ttg 
Leu Ser Asp He Thr Ser Met Ala Glu Gly Glu Leu Ala Ala Lys Leu 
465 470 475 480 



1440 



act teg ttc atg ttt ggt cat gta gtt aac ttt gta att ata tta att 
Thr Ser Phe Met Phe Gly His Val Val Asn Phe Val He He Leu He 
485 490 495 



1488 



gtg att tta ttt ttg tac tgt atg att aga aac cgt aat aga caa tat 
Val He Leu Phe Leu Tyr Cys Met He Arg Asn Arg Asn Arg Gin Tyr 
500 505 510 



1536 



taa 



1539 



<210> 4 
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<211> 512 
<212> PRT 
<213> Baculovirus 

<400> 4 

Met Val Ser Ala He Val Leu Tyr Val Leu Leu Ala Ala Ala Ala His 

1 5 • 10 15 

Ser Ala Phe Ala Ala Glu His Cys Asn Ala Gin Met Lys Hit Gly Pro 

20 25 30 

Tyr Lys He Lys Asn Leu Asp He Thr Pro Pro Lys Glu Thr Leu Gin 

35 40 45 

Lys Asp Val Glu He Thr He Val Glu Thr Asp Tyr Asn Glu Asn Val 

50 55 60 

He He Gly Tyr Lys Gly Tyr Tyr Gin Ala Tyr Ala Tyr Asn Gly Gly 
65 70 75 80 

Ser Leu Asp Pro Asn Thr Arg Val Glu Glu Thr Met Lys Thr Leu Asn 

85 90 95 

Val Gly Lys Glu Asp Leu Leu Met Trp Ser He Arg Gin Gin Cys Glu 

100 105 110 

Val Gly Glu Glu Leu He Asp Arg Trp Gly Ser Asp Ser Asp Asp Cys 

115 120 125 

Phe Arg Asp Asn Glu Gly Arg Gly Gin Trp Val Lys Gly Lys Glu Leu 

130 135 140 

Val Lys Arg Gin Asn Asn Asn His Phe Ala His His Thr Cys Asn Lys 
145 150 155 160 

Ser Trp Arg Cys Gly He Ser Thr Ser Lys Met Tyr Ser Arg Leu Glu 

165 170 175 

Cys Gin Asp Asp Thr Asp Glu Cys Gin Val Tyr He Leu Asp Ala Glu 
180 185 190 
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Gly Asn Pro He Asn Val Thr Val Asp Thr Val Leu His Arg Asp Gly 

195 200 " • 205 

Val Ser Met He Leu Lys Gin Lys Ser Thr Phe Thr Thr Arg Gin He 

210 215 220 

Lys Ala Ala Cys Leu Leu He Lys Asp Asp Lys Asn Asn Pro Glu Ser 
225 230 235 240 

Val Thr Arg Glu His Cys Leu He Asp Asn Asp He Tyr Asp Leu Ser 

245 250 255 

Lys Asn Thr Trp Asn Cys Lys Phe Asn Arg Cys He Lys Arg Lys Val 

260 265 270 

Glu His Arg Val Lys Lys Arg Pro Pro Thr Trp Arg His Asn Val Arg 

275 280 285 

Ala Lys Tyr Thr Glu Gly Asp Thr Ala Thr Lys Gly Asp Leu Met His 

290 295 300 

He Gin Glu Glu Leu Met Tyr Glu Asn Asp Leu Leu Lys Met Asn He 
305 310 315 320 

Glu Leu Met His Ala His He Asn Lys Leu Asn Asn Met Leu His Asp 

325 330 335 

Leu He Val Ser Val Ala Lys Val Asp Glu Arg Leu He Gly Asn Leu 

340 345 350 

Met Asn Asn Ser Val Ser Ser Thr Phe Leu Ser Asp Asp Thr Phe Leu 

355 360 365 

Leu Met Pro Cys Thr Asn Pro Pro Ala His Thr Ser Asn Cys Tyr Asn 

370 375 380 

Asn Ser He Tyr Lys Glu Gly Arg Trp Val Ala Ash Thr Asp Ser Ser 
385 390 395 400 

Gin Cys He Asp Phe Ser Asn Tyr Lys Glu Leu Ala He Asp Asp Asp 

405 410 415 

Val Glu Phe Trp He Pro Thr He Gly Asn Thr Thr Tyr His Asp Ser 
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420 425 430 

Trp Lys Asp Ala Ser Gly Trp Ser Phe He Ala Gin Gin Lys Ser Asn 

435 - 440 445 

Leu He Thr Thr Met Glu Asn Thr Lys Phe Gly Gly Val Gly Thr Ser 

450 455 460 

Leu Ser Asp He Thr Ser Met Ala Glu Gly Glu Leu Ala Ala Lys Leu 
465 470 475 480 

Thr Ser Phe Met Phe Gly His Val Val Asn Phe Val He He Leu He 

485 490 495 

Val He Leu Phe Leu Tyr Cys Met He Arg Asn Arg Asn Arg Gin Tyr 
500 505 510 

[mi] mm l fcgp64fie*o*uHEai zm-r bit* * . 

[03] Founder^^^<^«^:*^^T-*^o 

$><Dm±>(M* mm, mm. mmpami-o 

[05] Anti-Mouse IgGfc i & * ^ * * > 7* y hflW<&*S*«r^-fW"P* 
S, It, preli^^BJ^JflL, 2aA.\Z2mft&W8&.*&lTo 
gp64TgM: h7>^yx-7^7-)7, wtBALB/c:non-h 7>*vi— y 

[0 6 ] Anti-Mouse IgMK U9x^r/^n»; b M^SI^^tfjl - ?* 

gp64TgM: l-7>7,yi-7?7')^, wtBALB/c'.non- F7>X-;xz^7W 
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